. S1: His 6 -Nef was incubated with GST-PACS-1 [181][182][183][184][185][186][187][188][189][190][191][192][193][194][195] , GST-PACS-1 181-195 K 189 A or with GST alone. GST proteins were captured and bound His 6 -Nef was detected by western blot. Protein capture was assayed in triplicate, and results are presented as the mean ± S.D.
Fig. S2:
Yeast co-transformed with a bait plasmid expressing PACS-1 181-240 N 188 A and prey plasmids expressing Nef, CK2β or furin-DD were screened for growth on His + or His -media supplemented with 5 mM 3AT. [184] [185] [186] [187] [188] [189] [190] [191] [192] [193] [194] [195] [196] [197] [198] [199] [200] in aqueous buffer (black), 3M urea (blue), or in 10% (gray), 20% (green) or 30% (orange) TFE. The control spectrum exhibited a strong negative minimum at 190 nm and a weak minimum at 220 nm, which was abolished by 3M urea. The high signal to noise ratio at shorter wavelengths in the urea-containing samples precluded analysis below 205 nm. TFE induced minima at 205 and 220 nm, typical for α-helical conformations. The similar negative ellipticities measured in 20% or 30% TFE suggested 20% TFE induced maximal secondary structure. The native spectrum was fit by a linear combination of the spectra at 3M urea and 30% TFE with coefficients of 0.5752 and 0.1944, respectively (R² = 0.9972), suggesting that the peptide adopted about 20-25% of the maximal possible helical structure in aqueous buffer. 
